Regulatory T cells (Tregs) are immunosuppressive T cells that play an important role in immune homeostasis. Multiple markers have been associated with the characterization, as well as function of Tregs. Recently, glycoprotein A repetitions predominant (GARP), a transmembrane protein containing leucine-rich repeats, has been found to be highly expressed on the surface of activated Tregs. GARP maintains Tregs' regulatory function and homeostasis through the activation and secretion of transforming growth factor β. In this study, we investigated the expression of GARP in Tregs from the peripheral blood (PB) and tumor tissues of lung cancer patients. The association between the proportion and expression level of GARP on Tregs and the clinicopathological factors of lung cancer patients was also analyzed. Results showed that in the tumor tissues of patients with lung cancer, GARP expression was increased in Tregs and was associated with lymph node metastasis, distant metastasis, and clinical stage. Furthermore, the infiltrating Tregs from early stage patients exhibited higher GARP expression than that from advanced cancer patients, which indicated that GARP might be an early prognostic biomarker. In vitro coculture studies demonstrated that human lung cancer cell lines might induce the expression of GARP in Tregs by certain mechanisms. Overall, this research demonstrated the potential value of GARP in Tregs definition and cancer immunotherapy.
Keywords: lung cancer, regulatory T cells, garP, TgF-β, Foxp3, laP, clinicopathology inTrODUcTiOn For years, accumulating evidence has indicated that tumor microenvironment plays an important role in tumor progression, invasion, and metastasis (1) . The tumor microenvironment is a complex system consisting of cells, soluble factors, signaling molecules, extracellular matrix, and mechanical cues (2) . Tumors possess infiltrating cells of both innate and acquired immunity, such as myeloidderived suppressor cells, macrophages, dendritic cells, mast cells, eosinophils, neutrophils, NK cells, and lymphocytes. These cells coordinately form a complex regulatory network, which fosters tumor growth by creating an environment that enables cancer to evade immune surveillance and destruction (3) the antitumor immune response and promote tumor progression. A number of studies have provided clear evidence that the number of tumor-infiltrating Tregs was increased in multiple tumors, such as renal carcinoma, gastrointestinal cancer, breast carcinoma, lung cancer, prostatic carcinoma, melanoma, and ovarian carcinoma (4) (5) (6) (7) (8) (9) (10) . The immunosuppressive activity of Tregs makes it one of the effective targets of immunotherapy, but its application is limited by the lack of specific markers. To date, the transcription factor, Foxp3, which is necessary for the development and function of Tregs, is the most specific marker for Tregs (11) . The depletion or mutation of Foxp3 in Tregs leads to common autoimmune and inflammatory diseases such as IPEX, which is characterized by immune dysfunction, polyendocrinopathy enteropathy, and X-linked syndrome (12, 13) . However, Foxp3 cannot be used to isolate functional Tregs for further study because it is located in the nucleus, and it can also be expressed in conventional T cells (14) (15) (16) . Although a number of surface and intracellular molecules are highly expressed in Tregs, none of them is a reliable and suitable molecule for functional Tregs isolation, let alone therapeutic applications (17, 18) . Therefore, a novel marker that may identify a special subset of Tregs will provide a new method for the research of Tregs.
Glycoprotein A repetitions predominant (GARP), a transmembrane protein consisting of 662 amino acids, is highly expressed on the surface of a certain subset of Tregs and is activated through TCR stimulation (19) . GARP increases the suppressive function of Tregs and promotes secretion and activation of transforming growth factor β (TGF-β), which participates in Tregs' function and homeostasis (20) (21) (22) (23) . GARP can competitively bind latent TGF-β, a complex formed by mature TGF-β and latency-associated peptide (LAP), through its horseshoe-shaped solenoid ectodomain (21, 24, 25) . As a result, GARP + Tregs became the storage of TGF-β, and this T cell subset possesses strong immunosuppressive effect. However, the exact role of GARP + Tregs in tumor microenvironment remains little understood.
In this study, we analyzed the expression of GARP on Tregs and Tconvs in peripheral blood (PB) and tumor tissue from lung cancer patients. Our data suggested that GARP expression was increased in the Tregs from tumor tissues of patients with lung cancer and the proportion of GARP-expressing Tregs was obviously higher in lung cancer patients without lymph node metastasis or distant metastasis and in patients with early clinical stage. In addition, we demonstrated that lung cancer cell lines could induce GARP expression in Tregs in in vitro coculture assays. Our data indicated that GARP is a specific marker for identifying a subset of Tregs that is activated and highly immunosuppressive. Therefore, GARP + Tregs may be a potential target for cancer immunotherapy.
MaTerials anD MeThODs healthy Donors and Patients
Blood samples were obtained peripherally from 50 first-time admitted lung cancer patients in Tianjin Medical University Cancer Institute and Hospital (Tianjin, China) and from 10 healthy donors, after receiving written informed consent. Tumor tissues were obtained during the surgery from 39 first-time admitted lung cancer patients in Tianjin Medical University Cancer Institute and Hospital (Tianjin, China), after receiving written informed consent. The procedure used was approved by the Ethics Committee of the Tianjin Medical University Cancer Institute and Hospital. None of the patient received surgery, radiotherapy, chemotherapy, or other medical intervention before the blood collection or the surgery. The characteristics of the study subjects are summarized in Tables 1 and 2 .
isolation of Mononuclear cells
Peripheral venous blood was drawn and collected into tubes containing EDTA-K2. The blood was centrifuged with lymphoprep (Axis-shield, Oslo, Norway), and PBMCs were collected at the interface and washed with PBS. The tumor tissue was grinded into single-cell suspension and centrifuged with lymphoprep to remove cell debris, and mononuclear cells were collected at the interface and washed with PBS. 
Flow cytometry and antibodies

CD25
+ Tregs were cultured alone or cocultured for 72 h with lung cancer cell lines H460, LTEP-A-2, GLC-82, A549, and H520 at a ratio of 10:1 and seeded in a 24-well plate in RPMI 1640 medium containing 10% FBS as well as 300 U/ml IL-2. The negative controls were the Tregs cultured alone whereas the positive controls were the cells stimulated with Dynabeads ® Human T-Activator CD3/CD28 (Life Technologies AS). For in vitro transwell coculture assays, lung cancer cell lines were added into a 24-well plate in the medium described above, then Tregs were seeded into 0.4-µm transwell inserts (Corning Life Sciences) in each well for 72 h culturing. For supernatant culture assays, cell supernatants of A549 and H520 were collected after these two cancer cells were cultured alone for 72 h. Then Tregs were cultured in the conditioned medium, (Figure 1B) . These data suggested that the expression of GARP in Foxp3 + Tregs was markedly higher than that in Foxp3 − Tconvs from tumor tissues. In contrast, we detected GARP expression in Foxp3 + Tregs and Foxp3 − Tconvs from 50 PBs in lung cancer patients and 10 PBs in healthy donors ( Figure 1C) . As a result, the proportion of GARP + cell in Foxp3 + Tregs from lung cancer patients was almost similar with that from healthy donors (Figures 1E,F) . Thus, GARP was mainly expressed in tumor-infiltrating Foxp3
+ Tregs instead of that from lung cancer patients PBs.
garP expression on Tregs is highly associated with the clinicopathological characteristics of lung cancer Patients + Tregs and the clinicopathological characteristics, such as gender (P = 0.0513 and P = 0.3657), age (P = 0.6737 and P = 0.2410), smoke (P = 0.0902 and P = 0.0631), histology (P = 0.9986 and P = 0.8211), lymphatic invasion (P > 0.9999 and P = 0.2566), distant metastasis (P = 0.1074 and P = 0.0737), and clinical stage (P = 0.7602 and P = 0.1153) in both tumor tissues and PBs.
However, the proportion of GARP + subset in Tregs from lung cancer patients' tumor tissues was highly correlated to lymphatic invasion (P = 0.0465), distant metastasis (P = 0.0001), and clinical stage (stage I + II vs. stage III + IV, P < 0.0001), whereas the proportion of GARP + cells in Tregs was not correlated to gender (P = 0.3268), age (P = 0.9833), smoke (P = 0.1380), and histology (P = 0.6407) (Figure 2; Tables 1 and 2) . Further, the MFI of GARP expression by Tregs was also highly correlated to lymphatic invasion (P = 0.0221), distant metastasis (P = 0.0038), and clinical stage (stage I + II vs. stage III + IV, P = 0.0014) (Figure 2 ; Tables 1 and 2 (Figure 2C) . In addition, Tregs from the patients in stages I and II expressed more GARP than that from patients in stages III and IV ( Figure 2B) . Therefore, these data indicate that the expression levels of GARP by Tregs were highly associated with clinical pathology, and thus may prove to be useful as a prognostic biomarker at the early stage of lung cancer.
effect of cancer cells on the garP expression in Tregs
As we know, GARP can bind latent TGF-β formed by mature TGF-β and LAP to mediate the suppressive function of Tregs. In this study, we detected the GARP and LAP expression after TCR stimulation using CD3/CD28 dynabeads by flow cytometry. Tregs were isolated from lung cancer patient PBs and cultured with CD3/CD28 dynabeads for 48 h. According to results, the proportion of GARP + cells in Foxp3 + Tregs was notably increased after TCR stimulation (66.33 ± 4.067% vs. 1.333 ± 0.4333%, P = 0.0013) (Figures 3A,B) . The LAP expression in Foxp3 + Tregs after TCR stimulation was also higher than that in the negative control (38.07 ± 4.267% vs. 1.1 ± 0.2001%, P = 0.0042) (Figures 3A,B) . In conclusion, TCR stimulation in Tregs induces the GARP expression, which further leads to LAP expression and mediation of TGF-β secretion.
Glycoprotein A repetitions predominant may be a biomarker at the early stage of lung cancer and may also mediate the suppressive function of Tregs. Thus, further studies are need to determine whether cancer cells have influence on GARP expression in Tregs and trigger the suppressive function of Tregs mediated by GARP, leading to immunosuppression and tumor escape. We designed the coculture assays using the Tregs isolated from lung cancer patients PBs with lung cancer cell lines (H460, LTEP-A-2, GLC-82, A549, and H520) for 72 h. Flow cytometry results indicated that the proportions of GARP + cells in Foxp3 + Tregs were 7.960 ± 0.3940%, 5.427 ± 0.3060%, and 5.640 ± 0.3911% when cocultured with H460, LTEP-A-2, and GLC-82, respectively, which were slightly higher than that in the negative control (2.090 ± 0.1735%) (Figures 3C,D) . In sharp contrast, A549 and H520 can effectively induce GARP expression in Tregs. The proportion of GARP + cells reached 65.80 ± 4.149% and 34.73 ± 2.578%, which were far higher than that in other lung cancer cell lines coculture assays, whereas that in the positive control was 83.60 ± 5.453% (Figures 3C,D) . According to these data, some certain lung cancer cell lines can promote Tregs to express GARP. Although the abilities of lung cancer cell lines to induce GARP expression were different from each other, some lung cancer cell lines, such as A549 and H520, 
lung cancer cell lines induced garP expression in Tregs
To seek the possible mechanism of lung cancer cell lines inducing GARP expression in Tregs, we used A549 and H520, which could effectively promote Tregs to express high levels of GARP to do the transwell coculture assays. After 72 h of coculturing, the proportions of GARP + subsets in Foxp3 + Tregs from A549 transwell and contact coculture groups were nearly the same (53.53 ± 6.417% vs. 61.57 ± 5.525%, P = 0.3638) whereas that of the negative control was 1.777 ± 0.2314% and that of the positive control was 74.50 ± 5.368% (Figure 4) . Similar to A549 groups, the proportions of GARP + cells from H520 transwell and contact coculture groups were also the same (32.40 ± 6.710% vs. 37.57 ± 3.171%, P = 0.1271) (Figure 4) . These demonstrated that cell contact was not the mode of interaction between Tregs and lung cancer cell lines. Therefore, we speculated that cancer cells can secrete some cytokines to induce GARP expression in Tregs.
To test this hypothesis, we collected the cell supernatant of cancer cells A549 and H520. Then we used these supernatant to culture Tregs isolated from lung cancer patients PBs for 72 h. The proportions of GARP + cells in Foxp3 + Tregs from A549 supernatant and contact culture groups were 48.53 ± 7.681% and 54.03 ± 4.038%, respectively, whereas that from the H520 supernatant and contact culture groups were 33.430 ± 4.485% and 34.60 ± 3.252%, respectively ( Figure 5) . Our data suggested that cancer cells induced GARP expression in Tregs through other ways instead of cell contact, such as secreted cytokines. Further studies are needed to confirm this hypothesis. 
DiscUssiOn
Tregs as the main immunosuppressive cells play an important role in immunity regulation, which is also associated with tumor progression. Many molecules contribute to the immunosuppressive function of Tregs, such as cytotoxic T lymphocyte-associated antigen 4 (CTLA-4), tumor necrosis factor receptor 2, lymphocyte activation gene 3, T cell membrane protein 3, and GARP (26) (27) (28) (29) . The exact mechanism of Treg immunosuppressive function is unclear, and the definite roles of these molecules in the regulatory effect are also unknown. One sure thing was that GARP + Tregs possessed high immune suppression, and GARP-TGF-β pathway is the major way of suppressive function in this subset.
Previous studies have reported that higher population of Tregs was present in lung cancer patients than that in healthy donors (30, 31) . Our previous work (28) has demonstrated that and this studies further reveal that the numbers of Tregs from tumor tissues were also higher than that from PBs in lung cancer patients ( Figure 1E) . However, we did not find the correlation between the levels of total Foxp3 + Tregs, neither from tumor tissues or PBs with clinicopathological characteristics of the patients, which was in agreement with our previous the studies and other previous reports (28, 32, 33) . GARP expression level was significantly increased on tumor-infiltrating Tregs compared with that on PBs ( Figure 1F) . Interestingly, our data indicated that Tregs from the tumor tissues of lung cancer patients without lymphatic invasion or distant metastasis expressed more GARP than those from lung cancer patients with lymphatic invasion or distant metastasis, and Tregs from patients in stages I and II also had more GARP expression than those from patients in stages III and IV. No correlation was observed between the GARP expression level on Tregs from PBs with the clinicopathological characteristics of the patients (Tables 1 and 2) . Therefore, GARP might be an early prognostic biomarker because it is specifically expressed on the surface of tumor-infiltrating Tregs, and lung cancer patients with early stage had more GARP + Tregs than advanced cancer patients. As a result of the complex and unclear regulatory network of the molecules, which contributed to the Tregs immunosuppressive function, different molecules may play an important role at different stages of cancer. According to our study, GARP, which endowed Tregs immunosuppression by GARP-TGF-β pathway, may possess a key role in the early stage of cancer. Another reason to support our hypothesis is that TGF-β could play a critical role for the function of Tregs, which may inhibit Teffs proliferation and cytokines production as well as promote the differentiation of Teffs into Tregs (34, 35) .
Further, we designed in vitro coculture assays using lung cancer cell lines and Tregs from patients' PBs to verify that cancer cells can induce Tregs GARP expression, which may confer and launch the Treg immunosuppression at the early stage of cancer. Our study demonstrated that lung cancer cells could induce GARP expression on Tregs by secreting some certain cytokines, which need to be identified. The ability of different cell lines to stimulate the GARP expression were not identical, for example, A549 and H520 could induce high GARP expression on Tregs whereas H460, LTEP-A-2, and GLC-82 can only cause rather few GARP expression. These assays supported our hypothesis that GARP might be an early prognostic biomarker. In the tumor microenvironment, tumor cells induced tumor-infiltrating Tregs to express GARP. On the one hand, GARP endowed Treg immune suppression to inhibit effector T cell. On the other hand, GARP played an important role in TGF-β enrichment and release on Treg surfaces, which was negative regulatory factor and could promote Teffs differentiation into Tregs. Therefore, tumor cells could escape from the immune system by inducing GARP expression on Tregs to suppress Teffs in tumor microenvironment and lead to cancer progression.
The discovery of GARP on Tregs sets a new stage in elucidating functions and mechanism of Tregs. Although some studies indicated that GARP was not absolutely required for the suppressive function of Tregs (36), our study indicated that GARP was critical in initiating Treg activation, and it might participate in Treg suppressive function. The GARP-TGF-β pathway provides a regulatory network between Tregs and their targets, including Tregs themselves. We also should notice that the regulatory function mediated by GARP in Tregs is not the whole but just a part. Many other molecules, such as CTLA-4, are also reported to mediate Treg suppressive function. Until now, our understanding of GARP and the relationships of these molecules are limited and are unclear. Clear elucidation is a difficult challenge in the future. Further studies may confirm that GARP is a crucial molecule for Tregs not only for identification but also for tumor immunotherapy.
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